controversial. Interestingly, HTLV-1, a causative retrovirus for ATL, has been reported to infect Treg cells and modulate the expression of Foxp3 (11, 12, 13) . This suggests that 
Materials and Methods
This study was performed under the approval of the Research Ethics Committee of our institute (No. 079260113). Peripheral blood mononuclear cells (PBMC) were obtained from blood samples of 24 patients with ATL (7 smoldering, 5 chronic, and 12 acute subtypes) and 48 normal control subjects by density gradient centrifugation using Lymphoprep (AXIS-SHIELD, Oslo, Norway). Normal controls were subdivided into healthy controls uninfected with HTLV-1 (HCs) and asymptomatic HTLV-1 carriers (ACs). The subclassification of ATL was based on the criteria of Shimoyama et al. (14) .
Cell lines
The cell lines used in this study included six interleukin (IL)-2-dependent ATL cell lines, ST1, KK1, KOB, SO4, LM-Y1 and OMT, two HTLV-1-infected T-cell lines, MT2 and HUT102, and twelve HTLV-1-negative T-cell lines, Jurkat, MOLT4, Raji, CA46, Ramos,U937, K562, THP1, SUDHL4, Cal-1, SKW6-4 and Daudi (15, 16) . Cells were cultured in RPMI 1640 medium with 10% fetal bovine serum. To culture IL-2-dependent cells, the medium was supplemented with 0.5 U/mL of IL-2 (kindly provided by Takeda Chemical Industries, Osaka, Japan).
Flow cytometric analysis of surface markers and intracellular Foxp3
Fluorescein Labeled cells were analyzed by flow cytometry with a FACSCalibur (BD Bioscience).
Polymerase chain reaction (PCR) quantification for FOXP3
Total RNA was extracted using Isogen (NIPPONGENE, Toyama, Japan) according to the manufacturer's instructions. RNA was further purified by using MessageClean (GenHunter, Nashville, Germany). Total RNA (1 µg) was reverse transcribed using oligo(dT)18 primer Giles, United Kingdom). The analysis was performed using antibodies to an anti-FOXP3 monoclonal antibody(clone 236A/E7; eBioScience, San Diego, USA) and the monoclonal anti ß-actin antibody AC-15 (Sigma).
Immunocytochemistry for subcellular localization of Foxp3
Cells smeared on slide glass were fixed by 4% paraformaldehyde at 4℃ for 15 minutes and then stained with PE-labeled anti-Foxp3 antibodies for 2h at room temperature after permeabilization by the permeabilized commercial kit (BD Bioscience).
The slides were counter-stained with Hoechst 33258 for nuclear stain and fluorescent conjugates of Lectin GS-II for selective stain of the Golgi apparatus (Molecular Probe
Inc. OR, USA). Signals were fluoroscopically observed using Leica DM400B
Microsystems and the fluorescence images were collected and analyzed with a Leica AF6000 Application Suite (Mannheim, Germany).
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Statistical Analysis
Using the Stat View software, the Mann-Whitney U test or Student's t-test were used to compare data between two groups, and Spearman's rank correlation was used to examine the two groups.
Results

Flowcytometric detection of Foxp3 proteins
Foxp3 expression was evaluated in normal and leukemic CD4 These data on Foxp3 detection at the mRNA and protein levels by the different analyses in various cell lines are summarized in Table 1 .
Discussion
Firstly, our data showed that the majority of CD4 PC; positive control derived from the manufacturer, HC;healthy control.
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